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TITLE: STABILIZATION OF THROMBIN 
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INT-CL (IPC): C12N 9/96; A61K 37/48 
ABSTRACT : 

PURPOSE: To stabilize a thrombin solution, by adding a monof unctional or 
polyf unct ional water-soluble organic carboxylate. 

CONSTITUTION: An aqueous solution with a weak alkalinity usually in pH 7∼9 
is prepared from one or a combination of two or more of monof unctional or 
polyf unctional water-soluble organic carboxylates , e.g., sodium acetate, sodium 
citrate, sodium potassium tartrate, etc., and the solution is added to a 
thrombin solution, 
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TITLE: Thrombin soln. stabilisation - by addn. of water-soluble organic mono- 
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ABSTRACTED -PUB -NO: JP56 03 97 82A 
BASIC -ABSTRACT: 

Stabilisation of a thrombin soln. used for diagnosis of thrombosis, various 
inflammations and hepatic disorders comprises adding 1 or more cpds . selected 
from water soluble organic mono- or pol ycarboxyl ic acid salts e.g. salts ot 
polycarJDoxyl ic acids, (e.g. formic acetic, propionic or butyric acid) and mono- 
or polyhydroxycarboxylic acids (e.g. lactic malic acid, tartaric or citric 
acid) . 

An aq. soln, of the selected salt is pref. weakly alkaline (pH 7-9), so that if 
the aq. soln. largely skips this pH range, previous pH adjustment with NaOH or 
HCl is required. The stabiliser is used in an amt . of at least 1%, pref. at 
least 5%, based on the thrombin soln. 

The stabilisation method is applicable to thrombin solns . of various qualities 
from mammals. It is partic. useful for stabilisation of a thrombin reagent for 
automatic analyser. 
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PUB -NO : JP3 58 01 052 2 A 

DOCUMENT-IDENTIFIER: JP 58010522 A 

TITLE: PURIFICATION OF ANTITHROMBIN 3 BY DEACTIVATED THROMBIN GEL 
PUBN-DATE: January 21, 1983 
INVENTOR -INFORMATION : 

NAME COUNTRY 
TOMONO, SUKEKAZU 
SAWADA, HIDEKO 

ASS IGNEE - INFORMATION : 
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INT-CL (IPC) : A61K 37/04; A61K 35/16 
ABSTRACT : 

PURPOSE: To separate and to purify anti thrombin III efficiently, by adsorbing 
specifically antithrombin III on deactivated thrombin gel from a mixed solution of 
plasma and protein in affinity chromatography method, followed by eluting it. 

CONSTITUTION: In affinity chromatography, and elute having a pH of 6&:sim;8 and an 
ionic strength of 0∼l, comprising a buffer solution, solution of neutral salt 
and a mixed solution of plasma and protein is brought into contact with the gel, and 
antithrombin III is specifically adsorbed on it. A gel obtained by linking 
chemically modified deactivated ttirombin {e.g., ant ihydrothrombin) as an affinity 
ligand to a hydrophilic carrier is used as the gel. Antithrombin III is eluted with 
a solution of neutral salt in a pH of 4.05csim;5.5 or a substrate analog such as 
benzamidine, etc., so that it is separated and purified. Antithrombin III is one 
kind of glycoproteins pat ici pa ting in blood clotting. 
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TITLE: Detecting blood clotting factors with immobilized fibrinogen and labeled 
f ibrinogen 

Brief S umm ary Text (28) : 

As thrombin inhibitors or activators, compounds which could find use include 
benzamidine, anti -thrombin III, serine protease inhibitors, . alpha . . sub . 2 
-macroglobul in , . alpha . 1 -ant itrypsin, C-1 esterase inhibitor. 

Dpt ;=i -i 1 f=»H DRRr r 1 nt i on TRxt ( f{) • 
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In the next assay, benzamidine and D-phenylalanyl -L-prolyl -L-arginine chloromethyl 
ketone (PPACK) were added to thrombin at the start of the assay. Addition of these 
inhibitors increased the concentration of thrombin required to obtain equivalent 
binding of peroxidase - f ibrin to the solid phase. The percent inhibition can be 
calculated from the increased thrombin concentration required to obtain equivalent 
activity, as 
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File : 



USPT 



Feb 26, 1985 



DOCUMENT- IDENTIFIER: US 4501731 A 

TITLE: Treatment of disparate bleeding disorders with factor X zymogen 



DetaJ^led De scriptio n Text (32) : 

Factor V was isolated from fresh human plasma anticoagulated with CPDA-1 according 
to the method of Kane, et al . {J. Biol. Chem., 256:1002-1007, 1981). The final 
product had a specific activity of 75 units/mg. and showed a single high molecular 
weight band on SDS-PAGE. Activation of factor V was carried out in the following 
manner. The protein was desalted on an AcA-34 column equilibrated with 20 mM 
Tris-0.15M NaCl , pH 7.4 and 5 mM CaCl.sub.2 to remove the benza m idine . Factor V (700 
microg/ml) was incubated with alpha - th rombin (2 units/ml.) for 5 min. at 37. degree. 
C. in 2 0 mM Tris-0.15M NaCl , pH 7 , 4 and 5 mM CaCl.sub.2. Thromb in was removed by 
adsorption onto benza midi ne -Sepharose followed by filtration on a mini -column to 
remove the gel . 
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File : 
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1985 



DOCUMENT- IDENTIFIER : US 4558010 A 

TITLE: Recombinant deoxyribonucleic acid which codes for plasminogen activator and 
method of making plasminogen activator protein therefrom 



Deta i led De scription Text (36) : 

Plasminogen activator activity was measured using a sensitive .sup. 125 I 
fibrinolysis assay modified from Unkeless et al . (J. Exp. Med., 137, 85-111, 1973). 
Rigid microtiter plates were coated with .sup. 125 I fibrinogen (2 ug, 10, sup. 5 cpm 
per well) and the fibrinogen converted to fibrin clots using plasminogen- free 
thrombin (0.1 units/well) . Accays were conducted in a total volum.e of 70 nl 
containing 0.1 M Tris HCl , pH 8.1, 0.025 percent human serum albumin and 2.5 ug/ml 
plasmin-free plasminogen prepared by affinity chromatography on lysine Sepharose . 
The range of the assay was from 0.05 Ploug units/ml to 10 units/ml and could detect 
as little as 0.002 units. Since crude lysates of E. coli were inhibitory in this 
assay, transformant preparations were partially purified by ion exchange 
chromatography or affinity chromatography on benzamidine - Sepharose prior to assay 
(Table 1) . 



